Methods for analysis of unusual forms of O-glycosylation.
The identification of the novel forms of O-linked glycosylation, O-fucose, and O-glucose requires the development of new methods for their analysis. Here we describe approaches to analyze these novel O-glycans. The major method involves metabolic radiolabeling of recombinant glycoproteins expressed in Lec1 Chinese hamster ovary (CHO) cells. The glycoproteins are purified from the media and the stoichiometry of modification is determined by comparing protein levels (by immunoblot) and incorporated radioactivity (by fluorography). The O-glycans are subsequently released by alkali-induced beta-elimination, and released saccharides are analyzed using a combination of chromatography and exoglycosidase digestion. With these methods, we can determine both stoichiometry and the structure of the glycans on the expressed proteins. We have begun to utilize mass spectrometry in addition to metabolic radiolabeling methods to analyze these structures.